The template activity of Cancer pagurus DNA and its two components (poly d(A-T) and main component) in response to a DNA polymerase purified from regenerating rat liver has been studied and compared to the results previously obtained with synthetic templates. In the double-stranded native state, whole crab DNA and the main component were poor templates. 
INTRODUCTION
sudden chilling did not result in as good a template (Fig. 2C) . This shows the effect of the 100°C heating on poly d(A-T) Form II, which had already been heated to 70°C during its isolation, and can also explain the difference observed between enriched DNA and reconstituted mixtures (Fig. 1) .
In whole DNA and in DNA enriched in poly d(A-T) on the MAK column, the 70°C heating allows a greater copy of C-rich regions ( Fig. 2A and 2B) . Fig. 3a) .
In contrast, when total DNA was denatured by heat, actlnomycin strongly blocked the copy of both G-C and A-T sequences. By intercalating between the partially renatured G-C sequences, actinomycln stabilizes the doublestranded portions of the molecule which therefore cannot be opened by the enzyme (Fig. 3b) .
In the same manner, we compared a poly d(A-T) enriched DNA, obtained by chromatography on methylated albumin, to mixtures of poly d(A-T) and main component containing the same proportions of poly d(A-T) (not shown).
As seen in the preceding paragraph, the enriched DNA still behaved as total DNA, whereas in reconstituted mixtures, poly d(A-T) (Form I or II)
was not sensible to actlnomycin action before or after thermal denaturation.
Pretreatment of the template with Neurospora crassa nuclease :
The use of this nuclease, specific for the degradation of single a polynucleotlde chains , allowed us to obtain the following results : -Total DNA was pratically undegraded by this enzyme in its native state. The sequences copied by purified DNA polymerase were therefore, double-stranded. In contrast, if the nuclease of N. crassa was Allowed to react with heat denatured total DNA, the template capacities of it were almost entirely suppressed (Fig.4a) .
The copy of poly d(A-T) (Form I) was not modified by pretreatment
with Neurospora crassa nuclease, which confirms its native structure (Fig.4b, I ) . of control values (Fig. 4b, II) . theoretical percentage of this base in the template (Table 1 ) . This phenomenon was noted with poly d(A-T) Form I in the first 15 minutes of the reaction ; the percentage of G.C base pairs of the product formed stabilized quickly thereafter to 5°/., i.e., to a value very close to the theoretical percentage (Table 1 ). For total DNA or the main component, the percentage of dGMP incorporated in the presence of these native templates quickly dropped below the theoretical percentage of this base in the template. In contrast, when the templates were previously heat denatured, we observed that the incorporation of dGMP was constant during the reaction and that the product formed was richer in dGMP than the template utilized.
Knowing that the DNA polymerase of regenerating rat liver has a strong affinity for single-stranded poly (dc) sequences , we wanted to verify whether such sequences could explain the preferential incorporation of dGMP at the beginning of the reaction. For that, we pre-treated (Table 1 ). As we have seen above, the incorporation of dAMP was about 75% of that obtained with the same non-treated poly d(A-T). For both A-T and G-C sequences, we can observe the importance of the singlestranded portions in the initiation of the in vitro duplication ( Fig.4b,II) .
Poly d(A-T) isolated on a density gradient in its native form (Form I) however, was only slightly attacked by the Neurospora crassa nuclease. In this case, the preferential incorporation of dGMP took place in the first few minutes of the reaction (Table 1) .
DISCUSSION
The study of the template activities of crab DNA and of its two 
